Mate-copying is a form of social learning in which witnessing sexual interactions between conspecifics biases an observer individual's future mate-choice. Mate-copying exists in many vertebrates, as well as in Drosophila melanogaster. Here, we show that female fruit flies can copy the choice for mutant males (Curly-wing [Cy] mutants vs. wild types [WTs]) despite the fact that mating with Cy males induces a significant fitness cost for the observer female. When facing WT and Cy males, naive observer females of both phenotypes naturally prefer WT males. In a mate-copying experiment, naive observer Cy or WT females saw a demonstrator female copulating with either a Cy or a WT male aside a lonely male of the opposite phenotype. In the subsequent mate-choice test, the Cy and WT observer females did not change their already high natural preference for WT males after witnessing a WT male copulating during the demonstration. Contrastingly, Cy and WT females increased their preference for the naturally nonpreferred Cy males after witnessing a Cy male copulating, showing that mate-copying also exists for costly variants in invertebrates. Furthermore, mate-copying efficiency did not differ when using neutral artificial variants (coloring, Dagaeff et al. 2016) versus phenotypic variants (this study), suggesting that these 2 types of experiments are equivalently suitable to study mate-copying. We finally discuss how mate-copying can participate to the maintenance of costly traits in a population.
INTRODUCTION
Mate-choice is a complex fitness affecting process involving both genetic (Bakker 1999; Iwasa and Pomiankowski 1999) and social factors (Westneat et al. 2000; Andersson and Simmons 2006) . There is increasing evidence that nongenetic factors like experience (Breden et al. 1995; Rosenqvist and Houde 1997) , maternal effects (Mousseau and Fox 1998) , and social learning (i.e. learning from conspecifics) are major determinants of mate-choice (Freeberg 2000) . One form of social learning in the context of mate-choice is mate-copying (Wade and Pruett-Jones 1990; Gibson and Höglund 1992; Danchin et al. 2004 ). Mate-copying occurs when, after observing another female's mate-choice, an observer female tends to preferentially mate with the same male ("individual based" mate-copying) or with males with the same phenotype ("trait-based" mate-copying) as the one chosen during the demonstration (Bowers et al. 2012) . Mate-copying is not specific to females as it was also documented in males as well (for review see Witte et al. 2015) , and recently in Drosophila (Nöbel et al. 2018a ).
Copying the mate-choice of others can be a fast and reliable strategy to gather information about potential mates' quality and attractiveness (Westneat et al. 2000; Wagner and Danchin 2010 ; reviewed in Witte and Nöbel 2011) . Mate-copying has been experimentally demonstrated in an array of species of vertebrates including birds (Gibson et al. 1991; Höglund et al. 1995; Galef and White 1998; Kniel et al. 2015) , mammals (Waynforth 2007; Galef et al. 2008; Bowers et al. 2012) , and fish (reviewed in Witte and Nöbel 2011) . Examples from invertebrates came from wolf spiders (Schizocosa spp., Fowler-Finn et al. 2015) and the fruit fly (Drosophila melanogaster, Mery et al. 2009; Dagaeff et al. 2016; Monier et al. 2018) . Although Mery et al. (2009) used males that differed in condition, most Drosophila studies used artificial male phenotypes by dusting males with color powders (Mery et al. 2009; Dagaeff et al. 2016; Monier et al. 2018) or food coloring (Auld et al. 2009 ). As these artificial traits are initially neutral, it is harder to understand the evolutionary origin of mate-copying and its participation in sexual selection. On the other hand, it is harder to detect matecopying when strong innate preferences are involved or costs of mating with certain types of males could affect females' fitness (e.g. Witte and Noltemeier 2002 ).
Here, we tested mate-copying for a fitness-related trait variation that is genetically encoded in D. melanogaster. We used the "speed learning" design in which demonstrations consist of a single live demonstration of one female apparently choosing between males of contrasting phenotypes, followed by a mate-choice test (Dagaeff et al. 2016 ). In our case, females were given the choice between one wildtype (WT) male of the Canton-S strain and one heterozygote mutant of the same genetic background carrying the Curly-wing (Cy) mutation, which causes an upward curvature in wings that makes flies easily distinguishable from WT individuals. The Cy phenotype has been investigated for almost 100 years and is often used as a marker of the 2nd chromosome for genetic studies. The Cy mutation arises in the gene dual oxidase (duox), which encodes a reactive-oxygen species generating NADPH oxidase. Beside other functions in pathogen defense duox stabilizes the wing on the last day of pupal development and together with a novel heme peroxidase, Curly Su (Cysu), it forms the wing (Hurd et al. 2015) . The Cy mutation is dominant and lethal when homozygote (Ward et al. 1923) . Thus, mating with a Cy male can lead to 2 kinds of costs. First, mating with a Cy male means that a significant proportion of the offspring (one-half for Cy and one-fourth for WT observer females) will be heterozygote, and, thus unable to fly, which will decrease their action radius to find food or mates or escape predation. Heterozygotes might also express abnormal, and thus, less preferred courtship songs. Second, the lethality of the homozygotes implies that mating with Cy males adds a high extra cost to Cy females in the form of a 25% decrease in offspring number. Accordingly, Islam and Begum (1989) showed that WT and Cy females prefer WT over Cy males. Thus, we could expect an innate preference for WT males over Cy males. Furthermore, we tested the existence of mate-copying using both WT and Cy females to test what would be the impact of those costs on the existence of mate-copying, and if it existed, we expected it to be stronger in WT than Cy females because the latter endures a much stronger cost of mating with Cy males.
In a first experiment, we first tested whether WT and Cy females have an innate preference for one of the 2 male phenotypes by giving them the free choice between 2 males, one of each phenotype. We then used the measured preference of WT and Cy females for each male phenotype as the baselines within in a mate-copying experiment. The full design to test our hypothesis that both WT and Cy females copy the choice of their conspecifics encompassed 8 treatments: WT or Cy observer females, that are either informed (had the opportunity to watch the demonstration) or uninformed (could not watch the demonstration), and that were either assigned to positive social information for WT or for Cy males during the demonstration. In a final analysis, we compared the efficiency of the social learning obtained in this study (using contrasting phenotypes due to genetic variants) with the results of the similar experiment using WT flies and artificial colors (Dagaeff et al. 2016) to assess the generality of mate-copying for various traits in that species. Similar magnitudes in the preference change induced by demonstrations when using these 2 very different types of phenotypic variation would advocate the existence of a general mechanism of social learning and mate-copying, thus suggesting the existence of a general benefit in mate-copying at least in D. melanogaster.
METHODS

Fly maintenance
We used the common laboratory Canton-S strain of D. melanogaster (WT) and the Cy mutant with the same genetic background. Flies were raised in 30-mL vials containing 8 mL standard corn mealagar-yeast medium at 25 ± 1.5 °C and 60 ± 7% humidity with a 12:12 h light:dark cycle.
Flies were sexed and sorted without anaesthesia by gentle aspiration within 6 h after emergence and kept in unisex groups of 7 individuals per vial before experiments. Experimental flies were virgin and 3 or 4 days old. Experiments were conducted under the same conditions as breeding (12 hours daylight, 25 ± 1.5 °C, 60 ± 7% humidity). We used either WT or Cy females and males, but demonstrator and observer females always had the same phenotype within one replicate.
Males and females were used only once. As females reject males they just saw copulating to avoid risks of sperm depletion (Loyau et al. 2012) , males used in the mate-choice test always differed from those used in the demonstration. Fly manipulations were performed by gentle aspiration, which allowed us to transfer copulating pairs without parting them.
Baseline preference experiment
In this experiment, we tested whether WT and Cy females have an innate preference for one of the 2 phenotypes, WT or Cy. Experiments took place in double plastic tubes (1.1 cm × 3 cm each) separated by a microscopy cover slide (16 mm × 16 mm; Figure 1 ). We placed a virgin observer female in one side and 2 males in the other side, one of each phenotype. Then, we removed the glass partition and recorded with whom the female mated. To control for male competition that can never be excluded in free ranging individuals, we recorded whether both males courted the female, as this was the only situation when females were in a real situation of choice. Only replicates with 2 courting males were included in the analysis. We performed 426 tests (171 with WT and 255 with Cy females) and had to discard 225 replicates (70 WT females, 155 Cy females) in which only one male courted the female or no copulation was observed. For further information about the discarded trials, please see the Supplemental Material.
Main experiment
We used the speed learning protocol (Dagaeff et al. 2016 ) and the same experimental set-up as in the baseline preference experiment (Figure 1 ). Because the baseline preference experiment showed a strong preference for WT males, we introduced an already copulating pair for the demonstration. This allowed us to manipulate the social information provided to observer females independently from observer female natural behavior and to obtain balanced sample sizes. The same protocol was used for WT and Cy observer females. We used double plastic tubes separated by a thin glass partition for the mate-copying experimental condition (informed treatment) or an opaque white cardboard for controls (uninformed treatment).
Demonstrations consisted of one demonstrator female copulating with either a WT or Cy male aside a male of the opposite phenotype for maximum 30 min, the naive observer female being placed in the other compartment. As copulation lasted ca. 20 min (Pavkovic-Lucic et al. 2014) , observer females received sufficient information about the apparent mate-choice of the demonstrator female. Control replicates only differed in that the partition was opaque, preventing observer females from watching demonstrations. When copulation ended, we removed the 3 demonstrator flies and immediately started the mate-choice test, by inserting a new pair of males, one of each phenotype, in the demonstration side of the tube, then removing the partition. We recorded the phenotype of the first and second courting male (i.e. showing wing vibrations), as well as the phenotype of the male she chose to copulate with. All replicates were run as blocks of 6 trials with cardboard separations between experimental set-ups to prevent information exchange between the flies and prevent disturbance by the surrounding.
Replicates were successful if they fulfilled a minimum criterion of quality that is copulation happened during the mate-choice test and both males courted the observer female before copulation, as this was the only situation when observer females were in a real situation of choice. Other situations were discarded. We tested in total 1409 observer females (633 WT and 776 Cy observer females) and discarded 767 replicates (302 WT and 465 Cy observer females) where only 1 male courted the female or no copulation was observed within the 30-min mate-choice test (for details see Supplementary Table 1) . Replicates, where the observer female copulated with the male of the phenotype preferred during the demonstration (copied), were attributed a mate-copying score of 1, versus 0 in the opposite case.
Comparing mate-copying using artificial or natural male phenotypes
To analyse the mate-copying performance when using artificial colors versus mutant phenotypes, we compare our data with that of Dagaeff et al. (2016) . We could perform this comparison because both studies used the same Canton-S WT strain and strictly equivalent protocols, except that we used a fitness affecting genetic male variant (WT vs. Cy), whereas Dagaeff et al. (2016) used neutral and artificial male variations (WT males dusted in green vs. pink powders).
Animal welfare note
Our study involved populations of D. melanogaster that have been maintained exclusively under laboratory conditions for hundreds of generations. The current study includes behavioral observations of D. melanogaster which required no ethical approval and complied with French laws regarding animal welfare. We kept the amount of flies used in this study as small as possible. We handled flies by gentle aspiration without anesthesia to minimize damage and discomfort. After the experiments, individuals were euthanized in a freezer at −20 °C.
Statistical analysis
All statistical analyses were performed with the R software (version 3.3.3; R Development Core Team 2017). As in previous experiments using the Canton-S strain (Dagaeff et al. 2016; Monier et al. 2018) , we included only cases in which both males courted the female as these are the only replicates in which the observer females were really in a situation of choice. For further information about the discarded cases, please see the Supplementary Material. For each treatment of the baseline preference experiment, the preference for a certain male phenotype was tested with a binomial test compared with random choice. To compare WT and Cy females, we used a chi-square test.
Mate-copying scores were analyzed in a generalized linear mixed model (GLMM) with binary logistic regression (package lme4, Bates et al. 2015) . All models included normalized air pressure as a fixed effect as it was shown to influence mate-copying in D. melanogaster (Dagaeff et al. 2016 ), however, accounting or not for air pressure did not change any conclusion. We also included a random block effect to account for nonindependence of flies from the 6 trials that were run simultaneously (242 blocks in total). The significance of fixed effects was tested using Wald chi-square tests implemented in the Anova function of the car package (Fox and Weisberg 2011) . All starting models included interactions between fixed effects. We applied a backward selection method using P values, by dropping out nonsignificant effects, starting with the highest order interaction. We used the Akaike Information Criteria (AIC, Akaike 1969) to determine the final model. As a post hoc test, the difference from the baseline preference was tested with a binomial test comparing observed preferences to the baseline preference measured in the first experiment.
To compare the mate-copying efficiency in experiments using colors versus mutants, we ran a GLMM with the mate-copying scores as a response variable and experiment (colors or mutants) and treatment (informed or uninformed) and its interaction as fixed effects, as well as normalized air pressure and block as random effects. We tested the significance of fixed effects with Wald chisquare tests implemented in the Anova function of the car package (Fox and Weisberg 2011) . To illustrate the mate-copying efficiency of WT and Cy females or colors versus mutants, we took the difference in mean mate-copying scores between informed and uninformed replicates within an experiment.
RESULTS
Baseline preference experiment
When naïve WT and Cy females had the free choice between a WT and a Cy male, both WT (n = 101) and Cy (n = 100) uninformed observer females showed higher copulation rates with WT males as they differed from the random 50% chance (binomial test: P < 0.0001, both; Figure 2 ). The proportion of mating with either WT or Cy males did not differ between WT and Cy observer females (observer female phenotype effect: chi-square test: n = 201, χ 2 = 0.306, P = 0.58). This initial preference constitutes our baseline for the main experiments.
Mate-copying experiment
The mate-copying experiment had 8 different treatments: WT or Cy observer females that were either informed or uninformed, and demonstrations contained either copulations with Cy or WT males and the opposite phenotype being rejected. In a global statistical model including the effects of "information" (informed vs. uninformed), "observer female phenotype" (FWT vs. FCy), and the "male phenotype that copulated during the demonstration" (MWT vs. MCy), the third order interaction was nonsignificant (GLMM with Wald χ 2 test: n = 642, χ 2 = 0.004, P = 0.947). The "observer female phenotype" was never found significant, both in interactions (all P values > 0.481), or as a main effect (GLMM with Wald χ 2 test: n = 642, χ 2 = 0.813, P = 0.367), showing that WT and Cy observer females displayed similar social-learning abilities (Figure 3 ). The interaction of "information" with "chosen-male-phenotype" was significant (GLMM with Wald χ 2 test: n = 642, χ 2 = 7.97, P = 0.005). Thus, we split the data set according to the male phenotype that copulated during the demonstration.
Copulation with WT males during the demonstration
In these replicates, we found no effect of "information" (informed vs. uninformed; GLMM with Wald χ 2 test: n = 317, χ 2 = 0.032, P = 0.858; Figure 3 ), suggesting that demonstration in favor of the initially preferred male phenotype did not add any real information in the sense that demonstrations did not affect the observer females' subsequent propensity to copulate with WT males. Informed observer females of both phenotypes behaved as uninformed observer females (Figure 3) , the latter showing no difference from the baseline preference in the baseline preference experiment (GLMM with Wald χ 2 test: n = 359, χ 2 = 0.104, P = 0.747).
Copulation with Cy males during the demonstration
In these replicates, informed and uninformed observer females showed contrasting differences in behavior (GLMM with Wald χ 2 test: n = 325, χ 2 = 19.830, P < 0.0001, Figure 3) . Whatever their phenotype, informed observer females mated more often with Cy males than females of the uninformed group (Figure 3B ), the latter showing no difference from the baseline preference in the baseline preference experiment (GLMM with Wald χ 2 test: n = 357, χ 2 = 2.911, P = 0.088). Thus, in this condition, observer females performed strong mate-copying, despite the fact that positive social information was provided for males of a phenotype that induces high fitness loss for their mates.
Post hoc tests
After a demonstration with a WT male copulating and a Cy male being rejected, the choice of informed and uninformed WT observer females did not differ from the baseline preference in the first experiment (Binomial tests: n = 79, P = 0.398 and n = 83, P = 0.168; Figure 3 ). There was no difference between the 2 groups (GLMM with Wald χ 2 test: n = 162, χ 2 = 0.051, P = 0.821). The same was found for Cy observer females. Similarly, the choice of informed and uninformed Cy observer females did not differ from the values in the first experiment (binomial tests: informed n = 80, P = 0.596, uninformed n = 75, P = 0.586) and there was no difference between the 2 groups (GLMM with Wald χ 2 test: n = 155, χ 2 = 0.417, P = 0.518).
After a demonstration with a Cy male copulating and a WT male being rejected, the choice of informed WT and Cy observer females differed significantly from the estimated baseline values from the first experiment (binomial tests: WT n = 89, P < 0.0001, Cy n = 80, P < 0.0001; Figure 3 ), whereas uninformed observer females did not show any significant departure from their baseline preference (binomial tests: WT n = 80, P = 0.068, Cy n = 76, P = 0.078). The informed and uninformed observer females differed significantly from each other (GLMM with Wald χ 2 test: WT n = 169, χ 2 = 16.43, P < 0.0001, Cy n = 156, χ 2 = 9.217, P = 0.002).
Thus, the mate-copying efficiency (i.e. the difference of the mean mate-copying scores of informed minus uninformed observer females) did not differ between WT and Cy observer females after receiving positive information for Cy, but differed after receiving positive information for WT males in the demonstration.
Comparing mate-copying efficiency using fitness affecting genetic versus neutral artificial male variants When comparing the mate-copying efficiency of this study with that of Dagaeff et al. (2016) , which was obtained using WT males that were dusted in green versus pink powders, we did not find any difference in mate-copying efficiency between our group with positive information for Cy versus positive information for an arbitrary male color (GLMM with Wald χ 2 test: χ 2 = 0.071, P = 0.790; Figure 4 ; note that we discarded trials with demonstrations for WT males as they revealed no mate-copying).
DISCUSSION
In a baseline preference experiment in which females were given the choice between a Cy and a WT male, we found that both WT and Cy D. melanogaster females copulated with WT males in 80% of the replicates. We further found that females of this species perform mate-copying using a genetic variant, showing that they use social information for mate-choice. Mate-copying increased the tendency of both female phenotypes to mate with mutant Cy males despite the fact that Cy males significantly diminish the observer females' fitness. This suggests that social information can override innate preferences for fitness-enhancing traits in favor of fitnessdiminishing traits. These results call for a series of comments and raise several questions.
The mating preference for WT over Cy males by both WT and Cy observer females in the baseline preference experiment and the uninformed group of the mate-copying experiment is in accordance with a study by Islam and Begum (1989) . In terms of proximate mechanisms, it may result from the atypical wing shape of Cy males, differences in competitiveness, courtship song or odours that are known to affect species recognition (Bennet-Clark and Ewing 1969; Cobb and Jallon 1990; Tomaru and Oguma 2000; Menezes et al. 2013; Trannoy et al. 2016) . However, during demonstrations in our mate-copying experiments, observer females only saw one male copulating and one male of the other phenotype standing by, but did not see courtship or male fights as we inserted already copulating pairs aside a lonely male of the other phenotype into the device at the start of the demonstration. A previous study showed that the presence or absence of courtship did not affect mate-copying efficiency (Dagaeff et al. 2016) , suggesting that copulation alone provides sufficient information to elicit mate-copying. Furthermore, because during demonstrations observer females only got visual information about the wing shape of the copulating and rejected males, our results suggest that 1) females can detect such subtle difference visually and 2) such visual cues are sufficient to elicit mate-copying. During mate-choice tests, observer females might have used nonvisual cues, like fighting ability, pheromones, or courtship song, but this cannot explain the mate-copying pattern because the new naïve males used during mate-choice tests had no information about what occurred during the preceding demonstration, and conditions were strictly the same in the informed and uninformed experimental groups during mate-choice tests. Thus, our results support the idea that mate-copying in Drosophila can arise on the sole basis of visual cues and it provides another context in which D. melanogaster mate-copy. Although we do not exactly know how females discriminate Cy from WT males, our results indicate that Drosophila vision has to be far better than typically envisioned. The fruit fly has 700 facets per eye with an interommatidial angle of 4.6 degrees, distributed over almost 180 degrees of visual space (Borst 2009) . If the female demonstrator is 3 cm away from the female observer (the maximal distance in the tube set-up), a single ommatidia is capable of discriminating two points at least 0.24 cm apart. This resolution is likely not enough to discriminate the Cy from the WT wing. However, we cannot rule out the existence of a "dynamic retina," that is, retinal micro-movements occurring in Mate-copying efficiency when providing positive information for Cy males (left bar, this study) or WT males with an arbitrarily colouration (right bar, from Dagaeff et al. 2016) . Mate-copying efficiency was measured by the difference between the mean mate-copying scores of informed minus uninformed females in the same condition. P values above the horizontal bar: GLMM with Wald χ 2 test accounting for Air-pressure as fixed and Block as random effects as potential confounding factors. the compound fly eye, which could also contribute to hyper acuity (for review Viollet 2014) and to discriminate Cy from WT wing.
Another not exclusive alternative would be that flies discriminate wings by structural wing color patterns (Shevtsova et al. 2011) as reflections of incoming light on Cys should be different in Cy from WT wing. Elaborated visual discrimination abilities were also shown in previous studies (Mery et al. 2009; Dagaeff et al. 2016; Monier et al. 2018; Nöbel et al., 2018a) where male and female D. melanogaster were able to learn visually the mating preference of their conspecifics for an artificially colored phenotype in the same set-up as ours. Furthermore, other behavioral experiments suggest that females can differentiate 2 males of the same color individually, avoiding copulating with the individual they saw copulating previously and yet preferring to copulate with other males of the same phenotype (Loyau et al. 2012) . The absence of any detectable change in preference for WT males after a demonstration where WT males were copulating, suggests either that a ceiling effect was reached for female learning like in other studies (e.g. Beck et al. 2000; Liu and Davis 2009; Mery et al. 2009) or that females disregarded the additional information in favor of the already preferred male phenotype (WT over Cy), or both. In contrast, mate-copying was strong after watching the initially nonpreferred Cy males being apparently chosen for copulation during the demonstration. Observer females' mating rate with Cy males increased from the 20% of the baseline preference in the absence of social information up to above 56% after observing another female mating with a male of such a phenotype in the informed group but not in the uninformed group. Furthermore, this increase was of similar amplitude in both Cy and WT observer females. Thus, both WT and Cy observer females equally copied the choice of other females for Cy males, despite the fact that these males differentially reduce their fitness. Some of these costs (in the form of a strong diminution of the flight capacity of the heterozygote offspring sired by Cy males) affect both WT and Cy observer females, but Cy females also endure an extra cost in the form of the direct loss of 25% of their homozygotes offspring.
Situations in which females copy preferences for fitness diminishing males were found in other species as well. For instance, while sailfin molly (Poecilia latipinna) and guppy (Poecilia reticulata) females rely on personal information when males differ substantially (Dugatkin 1996; Witte and Ryan 1998) , social learning can override natural preferences in these species (Dugatkin 1998; Witte and Noltemeier 2002) . Guppy females have a natural preference for colorful males (Dugatkin 1996) that can be reversed via copying (Dugatkin 1998) . Similarly, although female sailfin mollies have an innate preference for larger males (Marler and Ryan 1997) , they nonetheless copy the choice for smaller males and memorise this new preference for at least 5 weeks (Witte and Noltemeier 2002) even at the risk of not getting enough sperm to sire all of their eggs when copulating with a small male. Another example from sailfin mollies is that males copy the choice of other males for Amazon molly females (Poecilia formosa), which is a sympatric, all-female, parthogenetic hybrid species that relies on sperm from their ancestors P. latipinna and P. mexicana to trigger embryogenesis (Schlupp and Ryan 1997) . Thus, it is costly for P. latipinna male to copulate with P. formosa females (and waste sperm). However, males benefit from the fact that P. latipinna females copy the choice of P. formosa, and thus, increase their attractiveness for conspecific females (Schlupp and Ryan 1997; Heubel et al. 2008) . Furthermore, in their first experiment, Mery et al. (2009) showed that Drosophila females copy the mate-choice for poor-condition males, despite the potential cost of mating with a poor-condition male. In the same way, in our experiments females copied the choice for Cy males, despite the high fitness costs resulting from such a choice. Although theoretical considerations have led to the conclusion that females should copy only when their own perception does not indicate much difference between 2 males (Nordell and Valone 1998; Uehara et al. 2005) , our results suggest that these considerations may be incorrect under some circumstances.
In conclusion, our results challenge the view that animals should not copy preferences for traits negatively affecting direct genetic fitness (e.g. Losey et al. 1986; Pruett-Jones 1992; Servedio and Kirkpatrick 1996; Nordell and Valone 1998) . We found that, despite the costs of mating with mutant males that significantly diminish females' fitness, females copy the choice of their conspecifics for fitness-lowering Cy males. This sexual selection effect can also provide a potential pathway by which even costly new traits can be maintained in a population.
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